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Abstract
Background: MicroRNAs (MiRNAs) are short non-coding RNAs that control protein expression
through various mechanisms. Their altered expression has been shown to be associated with
various cancers. The aim of this study was to profile miRNA expression in colorectal cancer (CRC)
and to analyze the function of specific miRNAs in CRC cells. MirVana miRNA Bioarrays were used
to determine the miRNA expression profile in eight CRC cell line models, 45 human CRC samples
of different stages, and four matched normal colon tissue samples. SW620 CRC cells were stably
transduced with miR-143 or miR-145 expression vectors and analyzed in vitro for cell proliferation,
cell differentiation and anchorage-independent growth. Signalling pathways associated with
differentially expressed miRNAs were identified using a gene set enrichment analysis.
Results:  The expression analysis of clinical CRC samples identified 37 miRNAs that were
differentially expressed between CRC and normal tissue. Furthermore, several of these miRNAs
were associated with CRC tumor progression including loss of miR-133a and gain of miR-224. We
identified 11 common miRNAs that were differentially expressed between normal colon and CRC
in both the cell line models and clinical samples. In vitro functional studies indicated that miR-143
and miR-145 appear to function in opposing manners to either inhibit or augment cell proliferation
in a metastatic CRC model. The pathways targeted by miR-143 and miR-145 showed no significant
overlap. Furthermore, gene expression analysis of metastatic versus non-metastatic isogenic cell
lines indicated that miR-145 targets involved in cell cycle and neuregulin pathways were significantly
down-regulated in the metastatic context.
Conclusion: MiRNAs showing altered expression at different stages of CRC could be targets for
CRC therapies and be further developed as potential diagnostic and prognostic analytes. The
identified biological processes and signalling pathways collectively targeted by co-expressed
miRNAs in CRC provide a basis for understanding the functional role of miRNAs in cancer.
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Background
Colorectal cancer (CRC) is one of the most frequent can-
cers and a common cause of cancer-related deaths in the
developed world [1]. The overall incidence of CRC is 5%
in the general population and the 5-year survival rate
ranges from 40% to 60% [2]. Prognosis largely relies upon
descriptive staging systems using morphology and his-
topathology of the tumor [3]. However, even morpholog-
ically similar tumors can differ in their underlying
molecular changes and tumorigenic potential. The devel-
opment of CRC from normal epithelial cells to malignant
carcinomas involves a multi-step process with accumula-
tion of both genetic and epigenetic changes, leading to a
temporal activation of oncogenes and inactivation of
tumor suppressor genes that confer a selective advantage
to cells containing these alterations [4]. Although most
sporadic CRC cases include changes in the WNT, KRAS,
TGFβ, β-catenin and p53 pathways, there appears to be
added complexity with additional signaling pathways
showing accumulated mutations [5,6]. This suggests that
alternative factors contribute to CRC and that underlying
levels of regulation exist to control the complex cross-talk
between different signal transduction pathways.
A number of CRC expression profiling studies on protein
coding genes have been performed to better resolve the
underlying molecular pathways and to further dissect the
different stages of CRC [7,8]. More recently, a newly dis-
covered class of short 22 nucleotide (nt) non-coding
RNAs, called microRNAs (miRNAs), have been identified
and implicated in cancer initiation and progression [9].
The biogenesis of these small RNAs involves transcription
by RNA polymerase II and processing of the primary tran-
script by the endonuclease Drosha to produce 60-70-nt
precursor miRNAs (pre-miRNAs) with imperfect hairpin
structures [10,11]. The pre-miRNA is transported into the
cytoplasm through exportin 5 [12,13] where it undergoes
processing by the RNAse III enzyme Dicer to produce
mature miRNAs that are then incorporated into a multi-
protein complex [14,15]. These miRNA-containing com-
plexes have been shown to bind to the 3' untranslated
region of multiple mRNAs through complementarity
between the resident miRNA strand and the target
sequence and, based on the degree of homology, direct
either translational inhibition or mRNA degradation [16].
To date, there have been 678 human miRNAs identified
(miRBase Sequence Database - Release 11) and, through
computational models, it has been suggested that there
may be greater than 1000 miRNA genes, comprising
approximately 3% of the currently known genes in the
human genome [17,18]. Moreover, bioinformatic analy-
ses estimate that miRNAs may regulate as many as 30% of
the human protein coding genes, suggesting that these
small RNAs may act to coordinate the interplay between
complex signal transduction pathways [19].
Many miRNAs have been identified as differentially
expressed between normal and tumor tissues or cancer
cell lines [20]. In CRC, there have been several studies
examining the expression patterns of miRNAs [21-27].
The first study showing de-regulation of miRNAs reported
the down-regulation of miR-143 and miR-145 as early as
the pre-adenomatous polyp stage, suggesting a possible
role for these miRNAs in early stages of CRC [24]. Subse-
quently, a group of 13 miRNAs showing differential
expression in CRC tumors was identified with the expres-
sion level of miR-31 being correlated with CRC tumor
stage [22]. Furthermore, a small number of clinical sam-
ples have been screened using a serial analysis of gene
expression approach to identify novel miRNAs [23]. Not-
withstanding these earlier studies in CRC, there still
remains the need to confirm earlier observations in a large
set of clinical CRC samples and examine the functional
consequences of altered miRNA expression in this cancer.
In this study, we profiled the expression of miRNAs in 45
clinical CRC samples, four matched normal colorectal tis-
sues and eight cell line models. We identified 11 miRNAs
commonly changed in expression levels between normal
colon and both clinical samples and cell lines. We demon-
strate that several miRNAs including miR-1 and miR-31
have evolving expression patterns between stages II and III
of CRC and may provide potential prognostic or diagnos-
tic markers for this cancer. Through functional studies, we
also show that re-expression of miR-143 or miR-145 leads
to tumor suppressor and oncogenic phenotypes in a met-
astatic CRC model, respectively. The observed oncogenic
effects of miR-145 were associated with the down-regula-
tion of the G1/S cell cycle checkpoint and neuregulin
pathways in the CRC metastatic setting compared to its
isogenically matched non-metastatic model. This path-
way analysis may explain the observed oncogenic effects
of miR-145 in metastatic CRC compared to its reported
tumor suppressor effects in the non-metastatic context.
Methods
Cell lines
SW620, SW480, HCT116 and HT29 cell lines were
obtained from the ATCC. KM20L2 and KM12C were pro-
vided by the NCI-Frederick Cancer DCT Tumor Reposi-
tory, while cell lines KM20 and KM12SM were supplied by
Dr Isaiah J. Fidler (The University of Texas MD Anderson
Cancer Center). SW620 and SW480 cells were grown in
Dulbecco's Modified Eagle Medium (D-MEM) (Gibco).
HCT116 cells were grown in McCoys 5A Media (Gibco)
and KM20, KM20L2, KM12C, KM12SM and HT29 cells
were grown in RPMI Media 1640 (Gibco). All media was
supplemented with 10% fetal bovine serum (JRH Bio-
sciences), 2 mM L-glutamine (Gibco) and Penicillin-
Streptomycin solution (0.1 U/mL penicillin and 0.1 μg/BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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mL streptomycin) (Gibco), except for the HT29 cells
which were cultured in 0.72 mM L-glutamine.
Clinical Samples
In total, 49 fresh-frozen human tissue samples were
obtained from Genomics Collaborative Inc. (Cambridge
MA) or Clinomics Bioscience, Inc (Pittsfield, MA), includ-
ing 4 normal colon, 4 Stage I, 19 Stage II, 20 Stage III and
2 Stage IV samples (Additional File 1). Fifteen of these
samples were profiled in replicate on the Ambion array. In
addition, we profiled four matched formalin fixed paraf-
fin embedded (FFPE) samples (B8TMKAN5, NLKEIAE3,
S6TRKAX6, and ZIPBBA2E). The median tumor content
of all CRC samples was 70%, with no significant differ-
ence in tumor content between early stage (I and II) versus
late stage (III and IV) disease.
miRNA profiling
The mirVana Bioarray (Ambion, version 1) that contains
287 human miRNA probes was employed to identify
colorectal cancer miRNA signatures [28]. MiRNA was iso-
lated from 5 ug of total RNA from colorectal samples
using the mirVana isolation kit (Ambion) for snap-frozen
samples and the RecoverAll™ Total Nucleic Acid Isolation
Kit for FFPE samples (Ambion). All samples were then
fractionated by polyacrylamide gel electrophoresis (Flash-
Page Ambion) and small RNAs (< 40 nt) were recovered
by ethanol precipitation with linear acrylamide. Quantita-
tive RT-PCR (QPCR) of miR-16 was used to confirm
miRNA enrichment prior to miRNA array analysis.
The small RNAs from all samples were subject to poly(A)
polymerase reaction wherein amine modified uridines
were incorporated (Ambion). The tailed samples were
then fluorescently labeled using the amine-reactive Cy3 or
Cy5 (Invitrogen). One- or two-color hybridizations were
performed for the clinical CRC or cell line profiling exper-
iments, respectively. For 2-color experiments, cell line
miRNA was directly compared to normal colon RNA
(Ambion). The fluorescently labeled RNAs were purified
using a glass-fiber filter and eluted (Ambion). Each sam-
ple was then hybridized to the Bioarray slides for 14 hours
at 42°C (Ambion). The arrays were then washed and
scanned using an Agilent 2505B confocol laser microarray
scanner (Agilent) and data was obtained using the Expres-
sion Analysis software (Codelink, version 4.2). The mir-
Vana microarray data have been deposited in the NCBI
GEO and are accessible through GEO series accession no.
GSE10259.
Statistical Analysis
The data were analyzed using the R software package. The
miRNA expression data were quantile normalized prior to
determining differential gene expression. Replicate sam-
ples and probe values were averaged and the Student t-test
was performed to find genes that vary significantly across
sample groups. Genes were selected if the median normal-
ized signal intensity was greater than 100 (75th percentile
of median signal) for at least one group, with a mean
change > 1.5-fold and a p-value < 0.05. A one-way
ANOVA was used to evaluate miRNA expression level
between normal and different cancer stages. Both probe
level and gene level data analysis was performed for all
group comparisons.
To compare miRNA profiles measured between matched
FFPE and fresh frozen tissue, or QPCR versus mirVana
array data, Taqman Ct values greater than 35 (approach-
ing background expression levels) were first removed and
then linear regression and Pearson correlation calcula-
tions were performed.
miRNA QPCR
QPCR was performed using the ABI early access miRNA
Taqman panel to verify miRNA expression profiles [29].
This included 169 individual assays as listed in Additional
File 2. Ten ng of total RNA was converted to cDNA using
the High Capacity DNA Archive kit and 3 ul of 5× RT
primer according to the manufacturer's instructions
(Ambion). The 15 μl reactions were incubated in a ther-
mocycler for 30 min at 16°C, 30 min at 42°C, 5 min at
85°C and held at 4°C. All reverse transcriptase reactions
included no template controls. QPCR was performed
using a standard Taqman® PCR kit protocol on an Applied
Biosystems 7900 HT Sequence Detection System. The 10
μl PCR reaction included 0.66 μl RT product, 1 μl Taqman
miRNA assay primer and probe mix, 5 μl Taqman 2× Uni-
versal PCR master mix (No Amperase UNG) and 3.34 μl
water. The reactions were incubated in a 384 well plate at
95°C for 10 mins, followed by 40 cycles of 95°C for 15
sec, and 60°C for 2 min. All QPCR reactions included a no
cDNA control and all reactions were performed in tripli-
cate.
Plasmid constructs
The plasmid pSilencer 2.1 (Ambion) was modified within
the multiple cloning site to introduce unique restriction
sites and a RNA polymerase III transcriptional terminator
(TTTTTT). The following oligonucleotides were synthe-
sized (Sigma), annealed and ligated to pSilencer 2.1, pre-
digested with BamHI and HindIII, to produced pSilencer
2.1 Term: pSilU6upper 5'GATCCCTCGAGTCTA-
GATTTTTTGGAAA and pSilU6lower 5'AGCTTTTC-
CAAAAAATCTAGACTCGAGG. The DNA encoding pre-
miR-143 was PCR-amplified from human genomic DNA
using primers 143F (5'CGGGATCCCGGAGAGGT-
GGAGCCCAGGTC) and 143R (5'GCTCTAGACAGCAT-
CACAAGTGGCTGA), digested with BamHI and XbaI and
ligated to pSilencer 2.1Term to produce the miR-143
expression plasmid. For miR-145, genomic DNA wasBMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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recovered as a PCR amplicon using primers 145F
(5'CGGGATCCCAGAGCAATAAGCCACATCC) and 145R
(5'GCTCTAGACTCTTACCTCCAGGGACAGC), digested
with BamHI and XbaI and ligated into pSilencer 4.1 under
control of the CMV promoter.
Generation of stable cell lines
To generate stable clones using pSilencer 2.1 (miR-143)
and pSilencer 4.1 (miR-145) plasmids, 1-5 × 106 SW620
cells were seeded in a single well of a 6-well plate. Upon
reaching 80-90% confluence cells were transfected with 4
ug plasmid DNA using Lipofectamine 2000 according to
the manufacturer's instructions. Cells were diluted and
plated in fresh medium containing 500 ug/ml hygromy-
cin. After 14 days of selection, independent clones were
picked, expanded and screened for expression of the spe-
cific miRNA(s) encoded by the transfected plasmid.
Antisense experiments
Biotinylated 2'-O-methyl antisense miR-145 RNA or con-
trols were delivered to SW620 using Lipofectamine 2000
(Invitrogen) as detailed in the Supplementary Methods.
Transfection efficiency was at least 80% in all experi-
ments. All experiments were performed in triplicate.
Cell proliferation assay
SW620 cells (3 × 103 cells/well) were seeded in 96-well
plates in serum-containing media. Cell viability analysis
was conducted on day 0 (day of seeding) and on day 5. A
total of 20 μL of Cell Titer-Blue reagent (Promega) was
added to each well and the plate incubated at 37°C for 2
hours. Fluorescence was measured using the FLUOstar
OPTIMA microplate reader (BMG Labtech). To conduct
serum-free analysis, the media was changed to serum-free
media on day 1.
Rapid soft agar assay
2× Iscove's Modified Dulbecco's Medium (IMDM)
(Gibco) was supplemented with 0.6% Sodium Bicarbo-
nate, 20% fetal bovine serum (JRH Biosciences), 4 mM L-
glutamine (Gibco), 2× Non Essential Amino Acid Solu-
tion (Gibco), 2% Sodium Pyruvate (Gibco) and Penicil-
lin-Streptomycin solution (0.1 U/mL penicillin and 0.1
μg/mL streptomycin) (Gibco). 2× IMDM was mixed at a
ratio of 1:1 with 1.2% Bacto Agar (55°C) and 50 μL was
added per well to a 96-well plate to produce a pre-layer for
the assay. Ten μL of cell suspension containing SW620
cells (3 × 103), 20 μL of 2× IMDM and 30 μL 0.8% Bacto
agar (55°C) was mixed and transferred to the solidified
pre-layer in each well. The semi-solid feeder layer was pre-
pared by mixing 25 μL of 2× IMDM and 25 μL of 1.2%
Bacto Agar (55°C) and layered on top of the solidified cell
layer. The cells were left to grow in a CO2 incubator at
37°C for 7 days. Proliferation and cell viability were
scored using the Cell Titer-Blue reagent (Promega).
Live cell imaging
The Nikon Diaphot biological microscope and the Nikon
E995 digital camera were used to capture the cell mor-
phology images.
Antisense-mediated suppression of miR-145
A total of 100 nM of biotinylated 2'-O-methyl antisense
miR-145 RNA (5' AAG GGA UUC CUG GGA AAA CUG
GAC 3') (IDT) or the reverse control (5' CAG GUC AAA
AGG GUC CUU AGG GAA 3') (IDT) were transfected with
Lipofectamine 2000 (Invitrogen) into 2 × 106 SW620/
miR-145 cells. At 48 hours post-transfection, the cells
were harvested and total RNA extracted using TRIzol (Inv-
itrogen) according to the manufacturer's instructions. 100
ug of total RNA was subjected to three sequential deple-
tions using 250 ug of Dynabeads M-280 Streptavidin
coated magnetic beads (Invitrogen). Each depletion
involved washing the beads twice with 0.1 M NaOH, 0.05
M NaCl solution and then once with 0.1 M NaCl. The
beads were resuspended in 0.1 M NaCl and 250 ug beads
were added to the RNA sample. The sample was agitated
for 20 minutes at 4°C. The beads were separated from the
RNA solution using a magnetic separation apparatus
(Promega) and the solution (containing the depleted
RNA) was removed from the beads. The depleted RNA
was ethanol precipitated and analyzed for miR-145 and
U6 snRNA expression by Northern analysis.
Transfection efficiency of the FAM-labelled 2'O-methyl
antisense miR-145 RNA oligonucleotide was conducted
in parallel with the depletion experiments. A total of 100
nM of FAM-labelled 2'O-methyl antisense miR-145 RNA
(IDT) was transfected with Lipofectamine 2000 (Invitro-
gen) into 1.2 × 105 SW620 cells expressing miR-145. At 48
hours post-transfection, the cells were harvested and sub-
jected to FACS analysis.
Northerns for miRNAs
TRIzol extraction of total RNA was carried out according
to the manufacturer's specifications (Invitrogen). Briefly,
cells were washed with PBS and 5 mL TRIzol reagent
added and cells incubated for 5 minutes at room temper-
ature. After adding 1 mL chloroform, cells were shaken
vigorously for 15 seconds by hand. The samples were cen-
trifuged and the aqueous layer transferred to a 15 mL fal-
con tube containing 2.5 mL isopropanol. The samples
were incubated at room temperature for 20 minutes, cen-
trifuged as above to pellet the RNA and resuspended with
1 mL 75% EtOH. RNA was pelleted by centrifugation, air-
dried and resuspended in 50 μL DEPC water (Ambion).
Northern analysis was conducted using 15% PAGE-Urea
gels, prepared using the SequaGel Sequencing System
(National Diagnostics), and electrophoresis was carried
out using the MiniProtean II gel electrophoresis apparatus
(BioRad). A total of 40 μg RNA was added to 10 μl RNABMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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loading dye (2× solution of 95% Formamide, 18 mM
EDTA, and 0.025% SDS, Xylene Cyanol, and Bromophe-
nol Blue) and incubated at 65°C for 10 minutes. The sam-
ples were loaded onto the 15% PAGE-Urea/TBE gel and
electrophoresed in 1× TBE at 100 V until the bromophe-
nol blue dye reached the bottom of the gel. The RNA was
transferred onto the Hybond-N+ membrane (GE Health-
care) using the Mini Trans-Blot Electrophoretic Transfer
Cell (BioRad) in 0.5× TBE buffer with 80 V for 1 hour. The
RNA was cross-linked to the membrane using the UV Stra-
talinker 1800 (1200 joules) (Stratagene).
Membranes were pre-hybridized in 10 mL Express hybrid-
ization solution (Clontech) at 37°C. The Starfire oligonu-
cleotide probe was boiled for 1 minute and then added to
the hybridization solution. After overnight hybridization
at 37°C, the hybridization solution was removed and the
membrane rinsed three times with 2× SSC/0.1% SDS and
further washed with 2× SSC/0.1% SDS solution at 37°C
for 15 minutes. The membrane was exposed to a Storage
Phosphor Screen (GE Healthcare) overnight and imaged
using the Typhoon Trio machine (GE Healthcare). The
membrane was stripped of the bound probe by pouring
boiling 0.1% SDS directly onto the membrane and then
allowing the solution to slowly cool over a 30 minute
period.
Custom Starfire oligonucleotide probes were synthesized
by Integrated DNA Technologies (IDT). The lyophilized
oligonucleotide probes were diluted to 100 μM stock
Table 1: miRNAs differentially expressed between CRC and normal colorectal tissue.
miRNA Normala CRCa p-value fold changeb Locationc CRC Fragile sited
hsa-miR-20a 9.2 10.3 2.0E-03 2.1 13q31.3 gain
hsa-miR-18a 7.6 8.6 2.9E-03 2.0 13q31.3 gain
hsa-miR-19a 7.7 8.7 2.3E-03 1.9 13q31.3 gain
hsa-miR-17-5p 10.5 11.4 1.5E-03 1.9 13q31.3 gain
hsa-miR-19b 11.0 11.8 3.4E-03 1.8 13q31.3 gain
hsa-miR-203 8.4 9.7 2.2E-02 2.6 14q32.33 loss
hsa-miR-21 13.0 14.5 6.0E-06 2.9 17q23.2 gain
hsa-miR-34a 9.5 10.3 1.5E-02 1.7 1p36.22 loss
hsa-miR-181b 8.5 9.2 2.2E-04 1.7 1q31.1 or 9q33.3 gain (1q)
hsa-miR-29b 9.7 10.5 4.9E-03 1.8 1q32.2 or 7q32.3 gain
hsa-miR-130b 7.1 7.8 1.2E-03 1.7 22q11.21 loss
hsa-miR-95 6.1 6.8 1.1E-02 1.6 4p16.1 loss
hsa-miR-106b 9.5 10.3 1.0E-04 1.7 7q22.1 gain
hsa-miR-93 9.9 10.5 3.4E-03 1.6 7q22.1 gain
hsa-miR-25 9.0 9.6 1.4E-02 1.6 7q22.1 gain
hsa-miR-182 7.2 8.7 2.8E-03 2.8 7q32.2 gain
hsa-miR-96 6.7 7.7 8.4E-03 2.0 7q32.2 gain
hsa-miR-183 5.9 6.8 2.3E-03 1.8 7q32.2 gain
hsa-miR-29a 12.1 12.9 3.6E-04 1.7 7q32.3 gain
hsa-miR-31 6.4 8.7 2.6E-03 5.0 9p21.3
hsa-miR-106a 10.7 11.7 5.1E-04 2.0 Xq26.2
hsa-miR-224 6.9 8.4 1.1E-03 2.8 Xq28
hsa-miR-30a-5p 11.6 11.0 1.6E-05 0.7 6q13 loss
hsa-miR-30a-3p 7.1 6.3 7.3E-04 0.5 6q13 loss
hsa-miR-378* 7.6 6.5 1.3E-05 0.4 5q32 loss
hsa-miR-422b 10.9 9.6 8.3E-05 0.4 5q32 loss
hsa-miR-143 14.1 12.6 1.0E-02 0.4 5q32 loss
hsa-miR-145 15.0 13.2 1.2E-03 0.3 5q32 loss
hsa-miR-10b 11.0 10.1 2.1E-02 0.5 2q31.1
hsa-miR-30c 10.9 10.3 4.0E-04 0.7 1p34.2 or 6q13 loss
hsa-miR-125a 11.2 10.2 6.4E-03 0.5 19q13.41 gain
hsa-miR-1 9.0 7.0 1.6E-03 0.2 18q12.3 or 20q13.33 loss (18q) or gain (20q)
hsa-miR-133a 10.0 7.6 6.5E-04 0.2 18q12.3 or 20q13.33 loss (18q) or gain (20q)
hsa-miR-497 9.3 8.1 9.8E-04 0.4 17p13.1 loss
hsa-miR-195 11.1 9.5 4.2E-05 0.3 17p13.1 loss
hsa-miR-422a 10.0 8.8 7.3E-05 0.4 15q22.31 loss
hsa-miR-139 7.6 6.2 1.1E-05 0.4 11q13.4 loss
a. normalized median signal intensity (log2)
b. cancer:normal
c. Chromosomal location of some miRNAs equivocal since MirVana Bioarray does not discriminate between pre-miRNA precursors.
d. Frequent chromosomal gains or lossesd in CRC as summarized from [31].BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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solution in 1× TE pH 8.0. The labelling reaction included
1× exo- reaction buffer (NEB), 1 μL Starfire Universal tem-
plate oligonucleotide (IDT) and 0.5 pmol Starfire oligo-
nucleotide probe. The reaction mix was boiled for 1
minute and then allowed to cool to room temperature for
5 minutes before adding 50 μCi α-32P-dATP (10 mCi/mL,
6000 Ci/mmol) (Perkin-Elmer) and 5 U exo-  Klenow
DNA polymerase (NEB) and incubating at room temper-
ature for 90 minutes. The reaction was stopped by the
addition of 40 μL 10 mM EDTA. The unincorporated α-
32P-dATP was removed from the reaction mix using
MicroSpin G-25 columns (GE Healthcare) according to
manufacturer's instructions. Prior to use, the probe was
boiled for 1 minute. Sequences of Starfire probes used are
shown in Additional File 3.
The U6 snRNA oligonucleotide probe (5' AAC GCT TCA
CGA ATT TGC GT 3') was end labeled using 20 pmole oli-
gonucleotide probe, 1× T4 polynucleotide buffer (NEB),
50 μCi γ-32P-dATP (10 mCi/mL, 6000 Ci/mmol) (Perkin
Elmer) and 10 U T4 polynucleotide kinase (NEB), in a
final volume of 20 μL. The probe was incubated for 30
minutes at 37°C. The reaction was stopped by the addi-
tion of 40 μL 10 mM EDTA. The unincorporated γ-32P-
dATP was removed from the reaction mix using MicroS-
pin G-25 columns (GE Healthcare) according to manufac-
turer's instructions. Prior to use, the probe was boiled for
5 minutes.
MiRNA target prediction and functional analysis
META-miR:Target Inference (MAMI - Meta prediction of
microRNA targets, http://mami.med.harvard.edu/) was
Two-way hierarchical clustering of CRC and normal colorectal tissue using 37 differentially expressed miRNAs Figure 1
Two-way hierarchical clustering of CRC and normal colorectal tissue using 37 differentially expressed miR-
NAs. The hypergeometric mean of the log2 signal intensity was calculated across all samples using a euclidean distance metric 
with complete linkage. Red and blue indicates miRNAs expressed at a high or low level relative to other samples in the dataset, 
respectively. The miR-143-145 and miR-17-92 clusters are indicated by vertical blue and red bars, respectively. Samples are 
grouped into two main clusters: Cluster I primarily represents normal colorectal tissue, and clusters II represents CRC sam-
ples. Replicate samples are indicated by the suffix "2".BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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used for miRNA target prediction. This tool performs a
meta-analysis of mRNA targets derived from all available
target prediction algorithms. Initially, a predicted target
gene set was generated by MAMI from differentially
expressed miRNAs. Sensitivity and specificity thresholds
were set in order to identify approximately 300 or more
target mRNAs. Second, gene ontology enrichment analy-
sis of biological processes (hierarchical level 5) was
applied on this set of predicted miRNA target genes, in
which the human genome was used as a reference set [30].
Gene Ontology terms or KEGG pathway enrichment was
determined by Fisher Exact test with a p value less than
0.05. In addition, enrichment analysis of signaling path-
ways, comparative analysis of biological functions and
disease categories were performed to further investigate
functional characterization of the enriched target genes
using Ingenuity Pathway Analysis (Ingenuity Systems).
Results
Profiling miRNA in clinical CRC samples
We initially profiled 64 samples from 49 patients with
colorectal cancer (4 matched adjacent normal colorectal
tissues, 4 Stage I, 19 Stage II, 20 Stage III, and 2 Stage IV
CRC; plus 15 replicates) for differential miRNA expres-
sion between normal and tumor tissues and also between
stage II and stage III disease (Additional File 1). A total of
37 differentially expressed miRNAs were identified
between clinical CRC tissues and adjacent normal color-
ectal tissue (Table 1). Most of these miRNAs are associated
with chromosomal regions that are known to have fre-
quent gains or losses in CRC [31]. Supervised hierarchical
clustering of the 37 miRNAs showed that many were co-
ordinately expressed, including the miR-143-145 and
miR-17-92 clusters, which were consistently down- or up-
regulated in CRC, respectively (Fig. 1).
Correlation of miRNA expression comparing the mirVana Bioarray and ABI Taqman platforms Figure 2
Correlation of miRNA expression comparing the mirVana Bioarray and ABI Taqman platforms. Linear regres-
sion was performed on miRNAs that were measured on both platforms. Four different CRC clinical samples were examined. 
Taqman and Ambion miRNA expression is measured in Ct and log2 units, respectively. The Pearson correlation was calculated 
for each comparison.BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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To validate the MirVana miRNA expression profiles on a
different platform we performed Taqman QPCR analysis
on 169 miRNAs in four of the clinical CRC samples (Fig.
2). The median correlation of miRNA expression between
platforms was 0.81. Hierarchical clustering also demon-
strated that replicate samples were proximal to each other,
further indicating highly reproducible results. In addition,
miRNAs could be reproducibly detected in four matched
FFPE and fresh frozen CRC samples using the ABI QPCR
platform with a median correlation of 0.81 (Fig. 3).
Reproducible detection of miRNAs in FFPE samples was
an important observation since these samples are widely
available for diagnostic testing.
In addition, we investigated whether any miRNAs were
associated with CRC progression. A set of 22 miRNAs
were found to be differentially expressed between normal
and early stage (mostly stage II) CRC including increases
in miR-21 and miR-224 and decreases in miR-133a and
miR-145 (Table 2). Six miRNAs showed significant differ-
ential expression between early and late stage (mostly
stage III) disease including an increase in miR-31 expres-
sion (Table 3). Both miR-133a and miR-378* were signif-
icantly reduced from normal tissue through stages II and
III of CRC. This indicates that loss of these miRNAs is
associated with later stage disease progression.
Profiling miRNA in CRC cell lines
To identify a CRC cell line for functional analysis of differ-
entially expressed miRNAs, and to examine the relation-
ship between miRNA expression in clinical samples and
cell lines, we compared miRNA expression between nor-
mal colonic epithelial cells and four CRC cell line models
(SW480, SW620, KM12C, KM12SM). From this analysis,
43 miRNAs were identified as either 2-fold up- or 2-fold
down-regulated in at least one of the four CRC cell lines
miRNA expression in fresh frozen versus formalin-fixed paraffin embedded CRC samples Figure 3
miRNA expression in fresh frozen versus formalin-fixed paraffin embedded CRC samples. Taqman miRNA 
expression assays were performed on 169 miRNAs from 4 matched fresh frozen and FFPE samples and Ct measurements 
were compared by linear regression. The Pearson correlation was calculated for each comparison.BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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(Table 4). To validate the cell line microarray data, we per-
formed Northern blot analyses on 14 of the 43 miRNAs in
these and an additional 4 cell lines (Fig. 4). Of those miR-
NAs that were identified in the clinical samples, only 11
were in common with the 43 deregulated in the cell line
models (Table 5). This indicated that the findings from
clinical samples are not completely reproduced in cell line
models. However, the commonly deregulated miRNAs
included miR-31, members of the miR-17-92 cluster,
miR-1, miR-143 and miR145, thereby validating the find-
ings of previous studies.
miR-143 has a tumor suppressor effect in metastatic CRC 
cells
MiR-143 and miR-145 consistently displayed reduced
expression levels in CRC clinical samples and were unde-
tectable in CRC cell line models. Over-expression of miR-
143 and miR-145 has previously been shown to result in
a tumor suppressor effect in non-metastatic CRC cell lines
[21,27,32]. In contrast, in the current study we examined
the activity of these miRNAs in the metastatic CRC context
using the SW620 cell line model (Fig. 5). Seven stable
clones expressing miR-143 were isolated and each dis-
played a cell clumping phenotype, which was associated
with increased E-cadherin protein expression (Fig. 5A-C).
No difference in cell proliferation rates was observed
(data not shown), however, reduced anchorage-inde-
pendent growth was demonstrated in all clones (Fig. 5D).
There was no correlation between the level of miR-143
expression, E-cadherin, or the degree of growth inhibi-
tion.
miR-145 has an oncogenic effect in metastatic CRC cells
A stable pooled population of SW620 cells expressing
detectable steady-state levels of mature miR-145 (desig-
nated SW620/miR-145) was generated (Fig. 6A). The level
of miR-145 approximated those observed in normal
colonic epithelial tissue as determined by U6 snRNA-nor-
malized Northern analysis (Fig. 4 and Fig. 6a). A major
distinguishing feature of the SW620/miR-145 cell popula-
tion was the change from the round single cells of SW620
to elongated cells with extended processes typical of
fibroblast-like cells (Fig. 6B). The SW620/miR-145 cells
also showed a 50% to 95% increase in cell proliferation/
metabolic activity when grown in the presence or absence
of serum, respectively (Fig. 6C). A two-fold increase in
anchorage-independent growth when grown in the pres-
ence of serum was also observed (Fig. 6C). The epithelial
cell marker E-cadherin was also reduced by 50% in
SW620/miR-145 cells compared to controls (Fig. 6D),
which is consistent with the mesenchymal-like cell mor-
phology and increased proliferation observed for SW620/
miR-145 cells.
To confirm that the changes in SW620/miR-145 cells were
due to miR-145 expression we performed miR-145-spe-
cific 2'O-methyl (2'Ome) antisense RNA knock down
experiments. MiR-145 was depleted in SW620/miR-145
cells receiving the miR-145-specific 2'Ome antisense RNA
but not in the sense control (Fig. 7A). Over-expression of
miR-145 in the presence of sense control RNA resulted in
increased cell proliferation in serum, and more markedly
in serum-free medium (Fig. 6C and 7B). However, when
antisense miR-145 RNA was transfected into SW620/miR-
145 cells there was a reversion of the high proliferative
potential of the cells (Fig. 7B). These results indicated that
it was the specific ectopic expression of miR-145 that
induced changes in cell differentiation and increased the
proliferative potential of this cell line model.
Genetic network analysis of miR-143 and miR-145 targets
The above data indicated that over-expression of miR-145
leads to an oncogenic phenotype in metastatic CRC cells,
Table 3: miRNAs differentially expressed in early (I and II) vs late 
stage (III and IV) disease.
Sample ID Stage I/II Stage III/IV Fold change p-value
hsa-miR-31 7.11 9.97 7.22 1.53E-03
hsa-miR-7 7.77 8.85 2.11 1.96E-02
hsa-miR-99b 8.74 8.12 0.65 3.64E-03
hsa-miR-378* 6.85 6.23 0.65 3.02E-02
hsa-miR-133a 7.64 6.96 0.63 1.64E-02
hsa-miR-125a 10.64 9.76 0.54 2.69E-03
Fold change = Stage III/IV:Stage I/II
Table 2: miRNAs differentially expressed between normal colon 
and early stage colorectal cancer (Stages I and II).
miRNA Normal Stage I/II Fold change p-value
hsa-miR-224 6.89 8.67 3.45 1.80E-02
hsa-miR-21 13.02 14.49 2.78 1.52E-04
hsa-miR-34a 9.48 10.43 1.92 1.92E-02
hsa-miR-106a 10.68 11.57 1.85 2.88E-02
hsa-miR-18a 7.51 8.38 1.83 3.32E-02
hsa-miR-29b 9.70 10.56 1.82 3.27E-03
hsa-miR-19b 10.84 11.69 1.80 2.77E-02
hsa-miR-106b 9.45 10.26 1.76 1.37E-02
hsa-miR-20a 9.28 10.06 1.72 3.75E-02
hsa-miR-29a 12.14 12.89 1.68 9.84E-04
hsa-miR-181b 8.41 9.11 1.63 9.47E-03
hsa-miR-19a 7.78 8.45 1.60 2.58E-02
hsa-miR-95 6.12 6.79 1.59 3.33E-02
hsa-miR-516-3p 4.87 5.52 1.57 3.20E-02
hsa-miR-378* 7.53 6.85 0.62 1.87E-03
hsa-miR-422b 10.88 10.02 0.55 4.91E-03
hsa-miR-422a 10.05 9.19 0.55 9.57E-03
hsa-miR-30a-3p 7.14 6.24 0.54 1.51E-02
hsa-miR-139 7.62 6.17 0.37 5.75E-03
hsa-miR-195 11.04 9.52 0.35 2.37E-02
hsa-miR-145 15.11 13.46 0.32 4.30E-02
hsa-miR-133a 10.51 7.64 0.14 3.00E-02
Fold change = cancer:normalBMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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the opposite effect of miR-143. We therefore performed
bioinformatic analyses to help elucidate the difference
between miR-143 and miR-145 biology. To that end we
investigated the biological pathways regulated by these
miRNAs by performing gene set enrichment analysis of
their predicted mRNA targets [33]. To validate the
approach we first examined the predicted 1683 mRNA tar-
gets of the 37 miRNAs differentially expressed between
normal colon mucosa and CRC tissue. The significant
enrichment of CRC associated pathways, including WNT/
β-catenin, TGF-β, and ERK/MAPK, indicated that this
approach was valid (Table 6). When this analysis was per-
formed specifically for miR-145 and miR-143 targets, no
significant overlap of pathways was found indicating that
the two co-expressed miRNAs target different biological
pathways, possibly explaining the opposing phenotypes
observed.
Genetic network analysis of miR-145 targets in metastatic 
versus non-metastatic cells
Previous studies have demonstrated that over-expression
of miR-145 has tumor suppressor effects in non-meta-
Table 4: MiRNAs differentially expressed in four CRC cell lines vs normal colorectal tissue.
MiRNA SW480 SW620 KM12C KM12SM Expression
hsa-let-7e 1.06 0.57 0.68 0.48 down
hsa-let-7f-1 0.46 0.41 0.40 0.36 down
hsa-let-7f-2 0.41 0.41 0.37 0.34 down
hsa-miR-1 0.33 0.51 0.56 0.29 down
hsa-miR-100 0.56 0.92 0.64 0.41 down
hsa-miR-106a 0.92 3.78 2.48 2.14 up
hsa-miR-107 0.48 1.00 1.04 1.03 down
hsa-miR-10a 2.38 0.98 0.31 0.50 up/down
hsa-miR-122a 0.82 0.57 0.59 0.43 down
hsa-miR-125a 0.53 0.43 0.26 0.30 down
hsa-miR-125b 0.12 0.37 0.07 0.16 down
hsa-miR-126 0.17 0.09 0.06 0.07 down
hsa-miR-140 2.27 1.06 1.58 1.43 up
hsa-miR-141 0.30 0.18 1.64 1.55 up/down
hsa-miR-143 0.03 0.01 0.02 0.01 down
hsa-miR-145 0.05 0.02 0.03 0.02 down
hsa-miR-150 0.34 0.32 0.38 0.24 down
hsa-miR-151-3p 0.62 0.45 0.79 0.50 down
hsa-miR-15b 2.14 1.45 1.89 1.46 up
hsa-miR-17-5p 0.76 3.05 2.31 1.80 up
hsa-miR-18a 0.55 2.22 2.16 1.79 up
hsa-miR-181a 0.47 1.49 1.27 1.38 up/down
hsa-miR-186 0.47 2.11 0.67 0.60 down
hsa-miR-188 0.72 1.27 1.37 0.46 down
hsa-miR-192 0.02 0.08 0.18 0.28 down
hsa-miR-194 0.03 0.10 0.27 0.38 down
hsa-miR-19a 0.59 2.48 1.79 1.25 up
hsa-miR-20a 0.75 3.29 1.99 1.99 up
hsa-miR-200a 0.26 0.97 1.59 1.93 up/down
hsa-miR-200b 0.44 0.97 1.64 2.20 up/down
hsa-miR-215 0.02 0.02 0.05 0.06 down
hsa-miR-22 0.46 0.15 0.28 0.21 down
hsa-miR-25 2.23 1.92 1.55 1.52 up
hsa-miR-26a 0.47 0.25 0.18 0.26 down
hsa-miR-298 2.38 1.00 1.69 1.41 up
hsa-miR-30a-3p 0.50 0.46 0.64 0.73 down
hsa-miR-30b 0.34 0.42 0.83 1.02 down
hsa-miR-31 0.31 0.20 1.92 2.77 up/down
hsa-miR-320 1.69 1.47 2.46 2.28 up
hsa-miR-7 1.58 2.77 2.45 1.83 up
hsa-miR-92 1.75 4.23 2.41 2.25 up
hsa-miR-93 2.16 2.27 2.31 2.45 up
hsa-miR-99a 1.23 0.69 0.70 0.49 down
miRNAs in bold were validated by Northern blot analysisBMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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Table 5: MiRNAs commonly deregulated in CRC clinical samples and CRC cell lines.
miRNA fold change location CRC Fragile site*
hsa-miR-20a up 13q31.3 gain
hsa-miR-19a up 13q31.3 gain
hsa-miR-17-5p up 13q31.3 gain
hsa-miR-93 up 7q22.1 gain
hsa-miR-25 up 7q22.1 gain
hsa-miR-31 up 9p21.3
hsa-miR-106a up Xq26.2
hsa-miR-143 down 5q32 loss
hsa-miR-145 down 5q32 loss
hsa-miR-125a down 19q13.41 gain
hsa-miR-1 down 18q12.3 or 20q13.33 loss (18q) or gain (20q)
* Summarized from [41-43]
Expression of 14 miRNAs in 8 CRC cell lines and normal colon total RNA Figure 4
Expression of 14 miRNAs in 8 CRC cell lines and normal colon total RNA. Northern blots were performed using U6 
snRNA as a normalization control.BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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static CRC cell lines such as SW480, HCT116 and DLD1
[21,27,32]. We hypothesized that the differential steady
state level of mRNA targets between metastatic and non-
metastatic cells might result in this observed dual function
of miR-145. We therefore investigated the expression pro-
files of miR-145 target genes in the isogenically matched
SW480 (non-metastatic) and SW620 (metastatic) cell
lines [34]. Expression levels of 12% (55/450) of the pre-
dicted miR-145 target mRNAs were found to be signifi-
cantly different between these cell lines. Gene set
enrichment analysis of these 55 genes identified 4 biolog-
ical pathways significantly altered in the metastatic setting
(Table 7). Of note, the G1/S cell cycle checkpoint (repre-
sented by MYC and CCND2) and neuregulin pathways
(represented by MYC and ADAM17) were down-regulated
in the SW620 cells. The expression of these genes may
therefore be related to the tumor suppressor effects
observed in non-metastatic cells, while their absence in
Over-expression of miR-143 in the SW620 cell line affects cell morphology and proliferation Figure 5
Over-expression of miR-143 in the SW620 cell line affects cell morphology and proliferation. (A) MiR-143 
genomic DNA was cloned under control of the U6 promoter (in pSilencer 2.1) and transfected into SW620 cells. Seven stable 
SW620 clones were identified that expressed miR-143 (A4, B3, B5, B6, C1, C5, and D2). U6 snRNA was used as a loading con-
trol. (B) The seven SW620/miR-143 clones were examined for cell morphology compared to vector control. (C) Western 
analysis of the SW620/miR-143 clones and control cells shows the steady-state levels of E-cadherin. E-cadherin ratios were cal-
culated using β-actin as a normalization control. (D) Seven SW620/miR-143 clones were assayed for proliferation/metabolic 
activity compared with vector control when grown in the absence (open bars) or presence of serum (solid bars). (E) The same 
clones were examined for anchorage-independent cell growth in the rapid soft agar assay in the presence of serum. Two inde-
pendent experiments were performed. ** p < 0.01, *** p < 0.001.BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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SW620 cells may cause miR-145 to act on other, yet to be
determined, anti-proliferative signaling targets.
Discussion
The expression of 37 miRNAs were found to be altered in
CRC clinical specimens compared with normal colon and
11 of these miRNAs showed the same pattern of expres-
sion in CRC cell line models. This indicated that CRC cell
lines do retain some of the miRNA expression patterns
observed in primary tumors and can act as suitable mod-
els for functional analyses of specific miRNAs. Our obser-
vation that miR-143 and miR-145 were down-regulated in
CRC confirmed earlier reports [21-25]. However, surpris-
ingly these were not found in a recent study that included
a large cohort of CRC clinical specimens [26]. Such dis-
crepancies may be explained by differences in the miRNA-
Over-expression of miR-145 in SW620 cell line affects cell morphology and proliferation Figure 6
Over-expression of miR-145 in SW620 cell line affects cell morphology and proliferation. (A) The genomic region 
surrounding the miR-145 gene was PCR-amplified and cloned into pSilencer 4.1 under control of the CMV promoter. Mature 
miR-145 was detected by Northern analysis in a pooled population of SW620 cells following transfection. U6 snRNA was used 
as a loading control. (B) A major distinguishing feature of the cell population over-expressing miR-145 was the change in cell 
morphology from the round single cells of SW620 to elongated cells with extended processes typical of fibroblast-like cells. (C) 
The miR-145-expressing SW620 cell population showed a two-fold increase in anchorage-independent growth when grown in 
the presence of serum and a greater than 50% increase in cell proliferation/metabolic activity when grown in the presence 
(solid bars) or absence (open bars) of serum. *** p < 0.001. (D) Western analysis of the SW620/miR-145 cells and control cells 
shows the steady-state levels of E-cadherin were 50% lower in SW620 cells expressing the mature miR-145. FBS = fetal bovine 
serum, SF = serum-free.BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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detection platforms used or clinical sample characteris-
tics. We also verified the previously reported down-regu-
lation of miR-30a-3p [22], miR-10b, miR-30c, miR-125a,
miR-1, miR-133a, and miR-195 [35].
MiR-31, miR-21 and members of the miR-17-92 cluster,
and its paralogues, were shown to be up-regulated in CRC.
The increase in miR-31 was reported previously [22], but
was not found in several other miRNA expression studies
in CRC [23,26,27,35,36]. A total of 22 miRNAs were
deregulated in the early stages of CRC. These miRNAs
such as miR-224 and miR-21 should be further examined
for their utility as diagnostic biomarkers of CRC. For
example, such biomarkers could be assayed for individu-
als at high risk of CRC in non-invasive tissues such as
blood or stool. Indeed the utility of miR-21 as a diagnos-
tic, prognostic, and a marker of therapeutic response has
been confirmed in other studies [23,26,27,35,36]. The 6
miRNAs that displayed different expression levels
between early (mostly stage II) and late stage (mostly
stage III) samples should also be analyzed for their associ-
ation with clinical outcome. For instance gene expression
profiles have been used to predict prognosis of stage II
CRC patients with the goal of upgrading these individuals
to chemotherapy regimens in addition to the standard of
care surgery [37]. Interestingly, the recent work by Schetter
and colleagues did not identify any of these 6 miRNAs as
potential prognostic markers since they only focused on
miRNAs that were differentially expressed between nor-
mal and all CRC stages. Addressing these questions will
require the examination of large sets of clinically relevant
biospecimens. To this end, we also demonstrated repro-
ducible detection of miRNA in clinically relevant FFPE
CRC samples, indicating that miRNAs are stable in this
poorly preserved material [38].
We found that miR-143 re-expression in SW620 cells con-
verted the round, independent cells into aggregated cell
masses, increased E-cadherin expression and decreased
cell proliferation/metabolism, all consistent with a transi-
tion to a more epithelial-like cell phenotype. Akao and
colleagues have also demonstrated a reduction in cell via-
bility upon delivery of pre-miR-143 into the non-meta-
static DLD1 or SW480 CRC cell lines, which is consistent
with our observations [21]. However, in contrast to our
findings, the previous reports demonstrated dose-depend-
ent tumor-suppressor effects of miR-143. These conflict-
ing data may be due to the different cell lines models used
and/or the methods used for expressing miR-143. For
instance, we generated stable clones while previous stud-
ies performed transient transfections with synthetic pre-
miR-143. These factors may affect the mechanisms by
which the targeted pathways are regulated.
In contrast to the miR-143 tumor suppressor effects,
replacing miR-145 activity in the same cells led to an elon-
gated cell phenotype, increased E-cadherin, and increased
cell proliferation/metabolism (all consistent with a mes-
enchymal-like phenotype). The epithelial-mesenchymal
transition (EMT) represents a critical component of the
progression of carcinomas towards invasive and meta-
static disease, as well as allowing epithelial cells to escape
the constraints of the tissue architecture. In CRC it has
been reported that EMT enhances the migratory ability of
cells, leads to acquisition of autocrine growth factor sign-
aling loops, increased expression of relevant integrins and
mechanism to evade apoptosis [39]. Therefore miR-145
may be an activator of the transition to a more mesenchy-
mal-like phenotype thus advancing tumor evolution,
whereas miR-143 may contribute as a guardian of the epi-
thelial-like state (both consistent with their opposing
impacts on the metastatic cell model SW620).
Antisense-mediated reversion of miR-145-induced prolifera- tion Figure 7
Antisense-mediated reversion of miR-145-induced 
proliferation. (A) Total RNA from treated samples showed 
that miR-145 was depleted in cells receiving the miR-145-
specific 2'Ome antisense RNA but not in the mock treated, 
or miR-145 sense treated controls. (B) As expected, SW620/
miR-145 expressing pools showed increased proliferation 
compared to vector controls in the presence (solid bars) or 
absence (open bars) of serum. When treated with miR-145 
antisense RNA, a reduction in proliferation was seen in both 
SW620/vector and SW620/miR-145 pools. Three independ-
ent experiments were performed. * p < 0.05; ** p < 0.01, *** 
p < 0.001.BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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Table 6: Pathways targeted by CRC miRNAs
p-value
Pathway miRNA targets enriched Known colon cancer genes
B Cell Receptor Signaling 3.02E-08 3.16E-07
IL-6 Signaling 4.27E-07 1.38E-04
Glucocorticoid Receptor Signaling 7.41E-07 6.17E-10
ERK/MAPK Signaling 1.51E-06 2.51E-03
Ephrin Receptor Signaling 4.90E-06 5.62E-04
Ceramide Signaling 1.02E-05 8.32E-07
TGF-beta Signaling 2.63E-05 2.04E-06
Neurotrophin/TRK Signaling 3.02E-05 1.35E-04
Axonal Guidance Signaling 5.01E-05 6.17E-06
SAPK/JNK Signaling 5.37E-05 2.24E-02
Wnt/beta-catenin Signaling 6.03E-05 1.58E-08
Hypoxia Signaling in the Cardiovascular System 6.61E-05 3.55E-02
T Cell Receptor Signaling 8.51E-05 2.69E-02
p38 MAPK Signaling 9.77E-05 1.20E-03
Acute Phase Response Signaling 2.34E-04 4.37E-07
Hepatic Fibrosis/Hepatic Stellate Cell Activation 3.89E-04 2.51E-15
FGF Signaling 4.57E-04 9.33E-08
EGF Signaling 7.76E-04 1.29E-04
PPAR Signaling 8.91E-04 5.37E-03
PDGF Signaling 1.00E-03 6.03E-05
PPARalpha/RXRalpha Activation 1.23E-03 4.90E-04
PI3K/AKT Signaling 1.62E-03 1.62E-08
Cell Cycle: G1/S Checkpoint Regulation 2.24E-03 2.57E-04
Hepatic Cholestasis 2.24E-03 6.92E-03
IGF-1 Signaling 2.88E-03 3.31E-05
Huntington's Disease Signaling 5.13E-03 1.45E-07
Integrin Signaling 5.13E-03 5.37E-04
Apoptosis Signaling 5.62E-03 1.26E-11
Death Receptor Signaling 6.17E-03 2.82E-09
Insulin Receptor Signaling 7.08E-03 5.25E-05
Fc Epsilon RI Signaling 7.24E-03 1.38E-09
PTEN Signaling 7.59E-03 1.86E-10
IL-10 Signaling 7.94E-03 1.74E-02
Actin Cytoskeleton Signaling 1.41E-02 9.77E-03
Synaptic Long Term Depression 1.95E-02 2.57E-02
JAK/Stat Signaling 2.24E-02 6.17E-05
NF-kB Signaling 2.24E-02 2.24E-05
GM-CSF Signaling 2.45E-02 5.01E-08
IL-2 Signaling 2.57E-02 1.41E-05
Chemokine Signaling 3.02E-02 5.37E-03
VEGF Signaling 3.02E-02 1.38E-07
Xenobiotic Metabolism Signaling 4.37E-02 1.78E-02
Table 7: miR-145 targeted pathways differentially expressed between SW480 and SW620 cell lines.
Pathway Genes (SW620/SW480)
Axonal guidance signaling ADAM17*, ARPC5, ADAM19, EFNA3*, PLXND1
Cell Cycle: G1/S checkpoint MYC*, CCND2*
ERK/MAPK signaling MYC*, ATF1, ETS2
Neureguin signaling MYC*, ADAM17*
* Denotes genes that are down-regulated in SW620 compared to SW480BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
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The oncogenic effects of miR-145 were enhanced when
cells were grown in serum-free medium suggesting that
cell growth factors may affect the activity of miR-145 and/
or modify the endogenous activity of pathways targeted
by this miRNA. Indeed previous reports have shown that
miR-145 leads to a tumor suppressor effect in non-meta-
static CRC cell lines (DLD1, HCT116, SW480, LS174T)
[21,27]. However, we have shown here that the steady
state level of miR-145 targets is significantly altered
between metastatic and non-metastatic cells. Moreover,
the G1/S cell cycle checkpoint (represented by MYC and
CCND2) and neuregulin (represented by MYC  and
ADAM17) pathways that are targeted by miR-145, were
found to be significantly under-expressed in the meta-
static setting. Other deregulated miR-145 targeted path-
ways included axonal guidance signaling and the ERK/
MAPK pathways. The presence and absence of these path-
ways in the non-metastatic and metastatic cells may
account for the dual tumor suppressor and oncogenic
effects of miR-145, respectively. Members of the miR-17-
92 cluster have also been shown to have either oncogenic
or tumor suppressor activity depending on the cellular
context in which they are expressed [40]. We have now
established that miR-145 can also act in this dual manner.
It should be noted however, that our results were limited
to one metastatic CRC model. To further validate our find-
ings additional metastatic models should be investigated
for a similar phenotypic impact. Nevertheless, investiga-
tors contemplating the use of miR-145 as a therapeutic
strategy for CRC should keep in mind that specific miR-
NAs may have opposing biological functions at different
stages of tumor development.
Conclusion
In summary we have screened a large set of clinical CRC
samples and matched normal colorectal tissue for miRNA
expression. Thirty seven miRNAs were found to be differ-
entially expressed between normal, early, or late stage
CRC and the deregulation of 11 of these miRNAs was con-
firmed in a panel of CRC cell line models. Larger studies
will need to be performed to test the utility of these miR-
NAs as diagnostic and prognostic markers in CRC. We elu-
cidated the opposing phenotypic effects of miR-143 and
miR-145 in metastatic CRC cells. Bioinformatic analysis
provided insight into the biological pathways controlled
by miR-143 and miR-145 and comparison of gene expres-
sion profiles has indicated that miR-145 targets are differ-
entially expressed between metastatic and non-metastatic
isogenic cell line models. Pathway analysis of these differ-
entially expressed genes identified the G1/S cell cycle
checkpoint and neuregulin pathways as being signifi-
cantly down-regulated in SW620 compared to SW480
cells thus providing an explanation as to why miR-145 has
oncogenic effects in the metastatic context in contrast to
tumor suppressor effects in the non-metastatic setting.
Importantly, our results highlight that delivery of miR-
143, in isolation, may be a potential therapeutic modality
for CRC, and that a strategy involving over-expression of
miR-145 alone should be approached with caution.
List of abbreviations
CRC: colorectal cancer; DMEM: Dulbecco's Modified
Eagle Medium; FFPE: formalin fixed paraffin embedded;
IMDM: Iscove's Modified Dulbecco's Medium; MAMI:
META miR:target Inference; miRNA: microRNA; nt: nucle-
otide; pre-miRNA: precursor microRNA; QPCR: quantita-
tive RT-PCR.
Competing interests
The authors are employed by companies that are in the
business of commercializing diagnostics (Veridex: LD)
and therapeutics (Johnson & Johnson Research: GMA,
LMC, AL, RD, ME, CZ, NT; Centocor R&D: HF, MR; John-
son & Johnson PRD: KR, AB) for cancer management.
Authors' contributions
GA and MR conceived of the study, participated in its
design and coordination, and drafted the manuscript. LD,
LMC, AL, RD, ME, CZ, NT, and KR performed the molec-
ular genetic studies. AB performed the miRNA profiling
experiments. HF performed statistical analyses. All
authors read and approved the final manuscript.
Additional material
Acknowledgements
We thank Jay Nelson for assistance with microarray processing and Xiaoy-
ing Wu for bioinformatic support.
Additional file 1
Clinical Sample Characteristics. Characteristics of CRC clinical samples 
used in the study.




Taqman miRNA Assays. List of 169 ABI early access miRNA Taqman 
assays.




Starfire Probes. Sequences of Starfire probes used for Northern analysis.
Click here for file
[http://www.biomedcentral.com/content/supplementary/1471-
2407-9-374-S3.XLS]BMC Cancer 2009, 9:374 http://www.biomedcentral.com/1471-2407/9/374
Page 17 of 17
(page number not for citation purposes)
References
1. Weitz J, Koch M, Debus J, Hohler T, Galle PR, Buchler MW: Color-
ectal cancer.  Lancet 2005, 365(9454):153-165.
2. Jemal A, Siegel R, Ward E, Murray T, Xu J, Thun MJ: Cancer statis-
tics, 2007.  CA Cancer J Clin 2007, 57(1):43-66.
3. Liefers GJ, Tollenaar RA: Cancer genetics and their application
to individualised medicine.  Eur J Cancer 2002, 38(7):872-879.
4. Fearon ER, Vogelstein B: A genetic model for colorectal tumor-
igenesis.  Cell 1990, 61(5):759-767.
5. Sjoblom T, Jones S, Wood LD, Parsons DW, Lin J, Barber TD, Man-
delker D, Leary RJ, Ptak J, Silliman N, et al.: The consensus coding
sequences of human breast and colorectal cancers.  Science
2006, 314(5797):268-274.
6. Wood LD, Parsons DW, Jones S, Lin J, Sjoblom T, Leary RJ, Shen D,
Boca SM, Barber T, Ptak J, et al.: The genomic landscapes of
human breast and colorectal cancers.  Science 2007,
318(5853):1108-1113.
7. Alon U, Barkai N, Notterman DA, Gish K, Ybarra S, Mack D, Levine
AJ: Broad patterns of gene expression revealed by clustering
analysis of tumor and normal colon tissues probed by oligo-
nucleotide arrays.  Proc Natl Acad Sci USA 1999, 96(12):6745-6750.
8. Williams NS, Gaynor RB, Scoggin S, Verma U, Gokaslan T, Simmang
C, Fleming J, Tavana D, Frenkel E, Becerra C: Identification and
validation of genes involved in the pathogenesis of colorectal
cancer using cDNA microarrays and RNA interference.  Clin
Cancer Res 2003, 9(3):931-946.
9. Wiemer EA: The role of microRNAs in cancer: no small mat-
ter.  Eur J Cancer 2007, 43(10):1529-1544.
10. Lee Y, Ahn C, Han J, Choi H, Kim J, Yim J, Lee J, Provost P, Radmark
O, Kim S, et al.: The nuclear RNase III Drosha initiates micro-
RNA processing.  Nature 2003, 425(6956):415-419.
11. Lee Y, Kim M, Han J, Yeom KH, Lee S, Baek SH, Kim VN: MicroRNA
genes are transcribed by RNA polymerase II.  Embo J 2004,
23(20):4051-4060.
12. Lund E, Guttinger S, Calado A, Dahlberg JE, Kutay U: Nuclear export
of microRNA precursors.  Science 2004, 303(5654):95-98.
13. Yi R, Qin Y, Macara IG, Cullen BR: Exportin-5 mediates the
nuclear export of pre-microRNAs and short hairpin RNAs.
Genes Dev 2003, 17(24):3011-3016.
14. Bernstein E, Caudy AA, Hammond SM, Hannon GJ: Role for a
bidentate ribonuclease in the initiation step of RNA interfer-
ence.  Nature 2001, 409(6818):363-366.
15. Hammond SM, Boettcher S, Caudy AA, Kobayashi R, Hannon GJ:
Argonaute2, a link between genetic and biochemical analy-
ses of RNAi.  Science 2001, 293(5532):1146-1150.
16. Nilsen TW: Mechanisms of microRNA-mediated gene regula-
tion in animal cells.  Trends Genet 2007, 23(5):243-249.
17. Griffiths-Jones S, Grocock RJ, van Dongen S, Bateman A, Enright AJ:
miRBase: microRNA sequences, targets and gene nomencla-
ture.  Nucleic Acids Res 2006:D140-144.
18. Berezikov E, Guryev V, Belt J van de, Wienholds E, Plasterk RH, Cup-
pen E: Phylogenetic shadowing and computational identifica-
tion of human microRNA genes.  Cell 2005, 120(1):21-24.
19. Lewis BP, Burge CB, Bartel DP: Conserved seed pairing, often
flanked by adenosines, indicates that thousands of human
genes are microRNA targets.  Cell 2005, 120(1):15-20.
20. Calin GA, Croce CM: MicroRNA signatures in human cancers.
Nat Rev Cancer 2006, 6(11):857-866.
21. Akao Y, Nakagawa Y, Naoe T: MicroRNAs 143 and 145 are pos-
sible common onco-microRNAs in human cancers.  Oncol Rep
2006, 16(4):845-850.
22. Bandres E, Cubedo E, Agirre X, Malumbres R, Zarate R, Ramirez N, Abajo
A, Navarro A, Moreno I, Monzo M, et al.: Identification by Real-time
PCR of 13 mature microRNAs differentially expressed in color-
ectal cancer and non-tumoral tissues.  Mol Cancer 2006, 5:29.
23. Cummins JM, He Y, Leary RJ, Pagliarini R, Diaz LA Jr, Sjoblom T, Barad
O, Bentwich Z, Szafranska AE, Labourier E, et al.: The colorectal
microRNAome.  Proc Natl Acad Sci USA 2006, 103(10):3687-3692.
24. Michael MZ, SM OC, van Holst Pellekaan NG, Young GP, James RJ:
Reduced accumulation of specific microRNAs in colorectal
neoplasia.  Mol Cancer Res 2003, 1(12):882-891.
25. Lanza G, Ferracin M, Gafa R, Veronese A, Spizzo R, Pichiorri F, Liu
CG, Calin GA, Croce CM, Negrini M: mRNA/microRNA gene
expression profile in microsatellite unstable colorectal can-
cer.  Mol Cancer 2007, 6(1):54.
26. Schetter AJ, Leung SY, Sohn JJ, Zanetti KA, Bowman ED, Yanaihara N,
Yuen ST, Chan TL, Kwong DL, Au GK, et al.: MicroRNA expres-
sion profiles associated with prognosis and therapeutic out-
come in colon adenocarcinoma.  JAMA 2008, 299(4):425-436.
27. Schepeler T, Reinert JT, Ostenfeld MS, Christensen LL, Silahtaroglu
AN, Dyrskjot L, Wiuf C, Sorensen FJ, Kruhoffer M, Laurberg S, et al.:
Diagnostic and prognostic microRNAs in stage II colon can-
cer.  Cancer Res 2008, 68(15):6416-6424.
28. Shingara J, Keiger K, Shelton J, Laosinchai-Wolf W, Powers P, Conrad
R, Brown D, Labourier E: An optimized isolation and labeling
platform for accurate microRNA expression profiling.  Rna
2005, 11(9):1461-1470.
29. Chen C, Ridzon DA, Broomer AJ, Zhou Z, Lee DH, Nguyen JT, Bar-
bisin M, Xu NL, Mahuvakar VR, Andersen MR, et al.: Real-time
quantification of microRNAs by stem-loop RT-PCR.  Nucleic
Acids Res 2005, 33(20):e179.
30. Huang da W, Sherman BT, Tan Q, Kir J, Liu D, Bryant D, Guo Y,
Stephens R, Baseler MW, Lane HC, et al.: DAVID Bioinformatics
Resources: expanded annotation database and novel algo-
rithms to better extract biology from large gene lists.  Nucleic
Acids Res 2007:W169-175.
31. Staub E, Grone J, Mennerich D, Ropcke S, Klamann I, Hinzmann B,
Castanos-Velez E, Mann B, Pilarsky C, Brummendorf T, et al.:  A
genome-wide map of aberrantly expressed chromosomal
islands in colorectal cancer.  Mol Cancer 2006, 5:37.
32. Akao Y, Nakagawa Y, Naoe T: MicroRNA-143 and -145 in colon
cancer.  DNA Cell Biol 2007, 26(5):311-320.
33. Gusev Y: Computational methods for analysis of cellular func-
tions and pathways collectively targeted by differentially
expressed microRNA.  Methods 2008, 44(1):61-72.
34. Provenzani A, Fronza R, Loreni F, Pascale A, Amadio M, Quattrone A:
Global alterations in mRNA polysomal recruitment in a cell
model of colorectal cancer progression to metastasis.  Car-
cinogenesis 2006, 27(7):1323-1333.
35. Lu J, Getz G, Miska EA, Alvarez-Saavedra E, Lamb J, Peck D, Sweet-
Cordero A, Ebert BL, Mak RH, Ferrando AA, et al.: MicroRNA
expression profiles classify human cancers.  Nature 2005,
435(7043):834-838.
36. Volinia S, Calin GA, Liu CG, Ambs S, Cimmino A, Petrocca F, Visone
R, Iorio M, Roldo C, Ferracin M, et al.: A microRNA expression
signature of human solid tumors defines cancer gene tar-
gets.  Proc Natl Acad Sci USA 2006, 103(7):2257-2261.
37. Wang Y, Jatkoe T, Zhang Y, Mutch MG, Talantov D, Jiang J, McLeod
HL, Atkins D: Gene expression profiles and molecular mark-
ers to predict recurrence of Dukes' B colon cancer.  J Clin
Oncol 2004, 22(9):1564-1571.
38. Xi Y, Nakajima G, Gavin E, Morris CG, Kudo K, Hayashi K, Ju J: Sys-
tematic analysis of microRNA expression of RNA extracted
from fresh frozen and formalin-fixed paraffin-embedded
samples.  RNA 2007, 13(10):1668-1674.
39. Bates RC, Mercurio AM: The epithelial-mesenchymal transition
(EMT) and colorectal cancer progression.  Cancer Biol Ther
2005, 4(4):365-370.
40. Mendell JT: miRiad roles for the miR-17-92 cluster in develop-
ment and disease.  Cell 2008, 133(2):217-222.
41. Paredes-Zaglul A, Kang JJ, Essig YP, Mao W, Irby R, Wloch M, Yeat-
man TJ: Analysis of colorectal cancer by comparative
genomic hybridization: evidence for induction of the meta-
static phenotype by loss of tumor suppressor genes.  Clin Can-
cer Res 1998, 4(4):879-886.
42. Rooney PH, Boonsong A, McKay JA, Marsh S, Stevenson DA, Murray
GI, Curran S, Haites NE, Cassidy J, McLeod HL: Colorectal cancer
genomics: evidence for multiple genotypes which influence
survival.  Br J Cancer 2001, 85(10):1492-1498.
43. Tsafrir D, Bacolod M, Selvanayagam Z, Tsafrir I, Shia J, Zeng Z, Liu H,
Krier C, Stengel RF, Barany F, et al.: Relationship of gene expres-
sion and chromosomal abnormalities in colorectal cancer.
Cancer Res 2006, 66(4):2129-2137.
Pre-publication history
The pre-publication history for this paper can be accessed
here:
http://www.biomedcentral.com/1471-2407/9/374/pre
pub